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L&i noi dau
TCVN 8400-40:2016 do Trung tdm Chén doan Thu y Trung wong - Cuc
Tha y bién soan, Bé Néng nghiép va Phat trién Néng thén dé nghi, Téng
cuc Tiéu chuén Po lwong Chét lwong thdm dinh, B Khoa hoc va Céng
nghé céng bé.

Bd tiéu chudn TCVN 8400 Bénh déng vét - Quy trinh chédn doén gém
céac phén sau:

- TCVN 8400-1 : 2010, phan 1: Bénh I& mém long méng;

- TCVN 8400-2 : 2010, phan 2: Bénh do vi khuén Streptococcus suis
gdy ra trén lon;

- TCVN 8400-3 : 2010, phan 3: Bénh giun xoén;

- TCVN 8400-4 : 2010, phén 4: Bénh Niu Cét Xon;

- TCVN 8400-5 : 2011, phén 5: Bénh tién mao trung;

- TCVN 8400-6 : 2011, phén 6: Bénh xuét huyét tho;

- TCVN 8400-7 : 2011, phén 7: Bénh déu ctru va déu dé;

- TCVN 8400-8 : 2011, phan 8: Bénh ndm phdi do Aspergillus & gia
cédm;

- TCVN 8400-9 : 2011, phan 9: Bénh viém gan vit typ I;

- TCVN 8400-10 : 2011, phén 10: Bénh lao bo;

- TCVN 8400-11 : 2011, phan 11: Bénh dich ta vit;

- TCVN 8400-12 : 2011, phan 12: Bénh bach ly va thuwong hén & ga;
- TCVN 8400-13 : 2011, phén 13: Bénh say thai truyén nhiém do
Brucella;

- TCVN 8400-14 : 2011, phén 14: Bénh tu huyét tring & tréu bo;

- TCVN 8400-15 : 2011, phén 15: Bénh xoén khuén do Leptospira;

- TCVN 8400-16 : 2011, phén 16: Bénh phu & lon do vi khuén E.coli;
- TCVN 8400-17 : 2011, phén 17: Bénh do Staphylococcus aureus &
94,

- TCVN 8400-18 : 2014, phén 18: Bénh phu déu ga (coryza);

: 2016
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- TCVN 8400-19 :
- TCVN 8400-20 :

- TCVN 8400-21 :

2016
2014, phén 19: Bénh phé thuong hén lon;
2014, phén 20: Bénh déng déu lon;

2014, phén 21: Hoi chimg réi loan sinh sén vé hé

hép & lon (PRRS);

- TCVN 8400-22 :
- TCVN 8400-23 :
- TCVN 8400-24 :
- TCVN 8400-25
- TCVN 8400-26 .
- TCVN 8400-27 .
- TCVN 8400-28

2014 phén 22: Bénh gid dai & lon;
2014, phén 23: Bénh ung khi than;

2014, phan 24: Bénh viém phé quan truyén nhiém;

: 2014, phén 25: Bénh cum lon;

2014, phén 26: Bénh cam gia cdm H5N1;

2014, phén 27: Bénh sén la gan;

: 2014, phén 28: Bénh viém rut hoai tir do

Clostridium perfringens;

- TCVN 8400-29 :
- TCVN 8400-30 :
- TCVN 8400-31
- TCVN 8400-32:
- TCVN 8400-33 :
- TCVN 8400-34 :
- TCVN 8400-35 :
- TCVN 8400-36 :

2015, phén 29: Bénh Lympho leuko & ga;

2015, phén 30: Bénh Marek & ga;

- 2015, phén 31: Bénh ty huyét tring gia cam;

2015, phén 32: Bénh gumboro & gia cam;
2015, phén 33: Bénh Ié dang tring & trdu bd;
2015, phén 34: Bénh bién trung & tréu bo;
2015, phén 35: Bénh Theileria & tréu bo;

2015, phén 36: H6i ching suy mon & lon sau cai

sira do Circo virus typ 2;

- TCVN 8400-37 :
- TCVN 8400-38 :
virus;

- TCVN 8400-39:
ga va ga tay;

- TCVN 8400-40 :

2015, phén 37: Bénh viém phéi dia phwong & lon;

2015, phén 38: Bénh tiéu chdy & lon do Corona

2016: phén 39: Bénh viém dudng h6 hép man tinh &

2016: phén 40: Bénh nhiém tring huyét & thay cam

do vi khuén Riemerella anatipestifer géy ra.
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Bénh ddng vat - Quy trinh chan doan -
Phan 40: Bénh nhiém trung huyét & thay cam do vi khuan
Riemerella anatipestifer gay ra

Animal disease - Diagnostic procedure - Part 40: Septicemia in waterfow!

CANH BAO - Viéc ap dung tiéu chudn nay cé thé lién quan dén cac vat liéu, thiét bj va cac
thao tac gay nguy hidm cho ngwéi xét nghiém. Tiéu chudn nay khdng thé dwa ra dwoec tit ca
céac vAn dé an toan lién quan dén viéc sir dung chiing. Khi ap dung tiéu chuin ngwi st dung
tiéu chudn phai tw thiét 1ap cac thao tac phi hgp dé dam bao an toan siec khoée va xac dinh
kha nang ap dung céac gi¢i han quy dinh.

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh chan doan bénh nhiém triing huyét & thdy cam (hay con goi la
bénh bai huyét) do vi khudn Riemerella anatipestifer gay ra.

2 Thuat ngir va dinh nghia
Trong tiéu chuin nay s dyng thuat ngi¥ va dinh nghia sau:
Bénh nhiém tring huyét & thiy cdm (Septicemia in waterfowl)
- Bénh nhi&m trung huyét & thiy cadm do vi khun Riemerella anatipestifer gay ra.

- Vikhun Riemerella anatipestifer 1a trec khuédn Gram am, hiéu khi, khéng hinh thanh nha bao,
khong di dong, kich thuéc (0,3 - 0,5 pm) x (1 — 2,5 pm), c6 thé két nhém d@di hay chudi ngan.

3 Thuébc thir va vat ligu the

Chi str dung thuéc thir loai tinh khiét phan tich; st dung nudc cét hodc nude da khlr khodng hodc
nuéc cb dd tinh khiét tvong dwong khéng c6 Rnase, trir cac treong hop c6 quy dinh khac.

3.1 M&éi trirdng nweére thit (xem Phu luc B.1)

3.2 Mdi trieérng thach mau (xem Phu lyc B.2)
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3.3

3.4

3.5

3.6

3.7

3.8

3.9

3.10

3.1

3.12

Méi trweorng S6-co-la (xem Phy luc B.3)

Huyét thanh, 1a huyét thanh thai bé hodc huyét thanh ngyra hoc huyét thanh lon vo tring, da
duoc bat hoat & 56 °C trong 30 min, dwgc bd sung 5 % thé tich vao méi trwdng.

Cao ndm men, vé triing, ding & ndng @ 25 %.

NADH (Nicotinamide Adenin dinucleotit), vo trung, dung & ndng 44 1 %.
Mau, 13 mau clru hodc mau bé hoic mau thd, vo tring.

Méi trirérng thach MacConkey (xem Phu luc B.4)

Méi trwérng xac djnh cac dic tinh sinh héa (xem phy lyc C)

Nguyén liéu cho PCR (Phuy luc D)

Nwée mudi sinh 1y, 13 mudi natri clorid (NaCl) dwgc pha trong nwéc thanh dung dich 0,9 %, vé
trung.

Chét chéng déng, bd sung theo ti 18 1 phan thé tich chét chéng déng va 9 phan thé tich mau.
Thuwdng dung chét chéng ddng mau 1a heparin hodc natri citrat 3,8 %.

4 Thiét bj, dung cu

St dung céc thiét bi, dung cu clia phdng thi nghiém sinh hoc va cy thé nhw sau:

4.1

4.2

4.3

44

4.5

4.6

4.7

4.8

4.9

4.10

Tt 4m, c6 bd sung tir 5 % — 10 % CO. va duy tri nhiét d 37 °C.

Kinh hién vi, c6 vat kinh vé&i 6 phong dai 10 14n, 40 14n, 100 lan.

N&i hép, duy tri & cac nhiét a6 100 °C , 110 °C, 121 °C trong thdi gian 10 min, 15 min, 20 min.
May Idc, co téc do I4c tir 50 dén 2400 vong / phiit.

May li tam, li tam véi gia téc 12 000 g.

May PCR (may nhan gen)

B dién di, dién di & 100 V trong khoang 20 min dén 30 min.

Panh, kéo, v trung.

B& & nhiét, duy tri nhiét d tir 55 °C dén 70 °C.

Mang loc, cé kich thudc 18 loc 0,45 pm.
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4.11 Pipet cac logi 100 pl, 200 i, 1000 pl

4.12 Ong nghiém, vo trung.

4.13 Dia petri (hép 18ng), v6 tring.

4.14 Que cdy, vo tring.

4.15 Béng cdn, bong cot-ton da dwoc tdm cbn 70 %

4.16 Xi-lanh, loai 5 ml hodc 10 ml, ¢6 gén kim I4y mau, vd triing, c6 chira chét chéng déng mau .
4.17 Phién kinh, sach.

4.18 Pén cén

4.19 Cbi chay sir nghién miu, vo tring.

4.20 Ong li tim (hay éng eppendoff), vd tring, c6 thé tich 0,2 ml, 1,5 ml.

4.21 Ta lanh, cé thé duy tri nhiét @6 tir 4 °C dén 8 °C

5 Chan doan lam sang

5.1 Dic diém dich té

~ Bénh nhiém tring huyét & thiy cim Ia bénh truyén nhiém, thuweng xay ra & vit, ngan, ngdng do vi
khuan Riemerella anatipestifer gay ra.

- Bénh chii yéu & thiy cim tir 1 tudn tudi dén 8 tuln tubi.

- Bénh xuét hién quanh ndm nhung hay gap nhét la khi giao mia, thoi tiét thay déi, nhw & mién
Béc Ia chuyén tir mua xuan sang mia hé va mua thu sang miia déng; &@ mién Nam la tlr mua

mua sang mua khd va nguwgec lai.

— Bénh lay nhiém tryc tiép tir thdy cdm 6m sang thly cdm khde qua dudng hé hap hodc gian tiép

qua thirc dn, nuwéc ubng, cac dung cu chan nudi, nguwdi chan nudi, ....
~ Ty 1é méc bénh cao, c6 thé tir 80 % dén 100 %.
- Ty 1é chét clia bénh cao, c6 thé Ién t6i 75 %.
5.2 Triéu chirng lam sang

Théi gian U bénh thudng tlr 2 ngay dén 5 ngay. Triéu chirng 1am sang clia bénh thuwdng thay la:
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DAu hiéu dAu tién cé thé thay 1a thiy cam bi tiéu chay, phan mau xanh xém hodc mau tréng.
- Thay cAm sét, U rd, chdy nwdc mét, nwéc mii, hit thé khé khan, c6 ho nhe.
—  Thay cAm di lai khé khan, kéo I& chan hodc khdng di lai dwoc.

- Thiy cAm mét can bing, swng phu du, nghoeo cd, d4u va cb bj run, d& bj kich thich bdi tiéng
doéng, hai chan dudi ra nhw boi.

Thay cAm chét sau vai ngay c6 triéu chieng cla bénh.

1

5.3 Bénh tich
—  Xac thily cam gay.
—  Viém mang bao tim c6 soi to huyét.

-~ Gan sung va mang bao gan bj viém c6 mau trdng duc, bd, khong bam dinh vao cac co quan
khac.

Tui khi viing nguwe va viing bung viém dang to huyét.

- Phéi sung huyét.

— Lach phi dai, hoi dai va hoi nhat mau ho#c ¢6 van da hoa.

— Khép swng, phi né, cé dich viém.

~ O thé than kinh, viém mang ni3o cé sgi to’ huyét.

~ O giai doan sau thi cac co quan ndi tang duoc bao phi bdi 16p to huyét.

— O thiy cAm dé: viém éng dan trirng, bén trong éng dan triPng 6 dich mau vang.
5.4 Chan doan phan biét

Chén doan phan biét bénh nhiém tring huyét & thily cm véi mét s6 bénh khac & thiy ¢Am theo Bang 1.
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Bang 1 - Chén doan phan bigt bénh nhiém trung huyét & thiy cAm véi mot sé bénh khac

Bénh

Biéu hién

Bénh ty huyét tring
khudn
Pasteurella multocida

do vi

gayra

Méc & moi Itra tudi. Thirerng chét dot ngét khi chura c6 triéu chieng. Triéu ching
c6 thé théy |4 sét cao, bd &n, thd kho, lwdi van dong. Tiéu chay phan tring c6 thé
kém theo nhét.

Bénh tich dic treng: Gan c6 cac diém hoai tlr nhd li ti bang dAu dinh ghim, c6
mau trng x4m ho#c vang nhat; Phdi, gan, lach rugt xuét huyét; Bao tim tich
nwéc vang; Co tim va Iép m& vanh tim xuét huyét.

Bénh do vi khuin

E.coli gay ra

Méc chi yéu & 2 tudn @én 12 tuln. Biéu hién khong rd, ltc ddu sét, sau giam
dn. Khi bj nang, thiy cam tiéu chdy, phan mau vang, xanh 14n nhiéu bot khi.
Thiy cAm dé: gidm dé, gay ém va thwdng kém theo chirng swng khép.

Bénh tich dac trwng: Viém mang bao tim, viém mang bung, viém mang quanh
gan. Ngoai ra, con thdy viem dwdng rudt, viém tdi khi. Thiy cAdm dé con thiy
viém, hoai tlr budng trirng.

Bénh do vi khuin
Salmonella gay ra

Méc chl yéu duw6i 3 tudn tudi. Tiéu chdy phan triing, dinh bét vao 16 huyét. C6
thé cé viém khop.

Bénh tich ddc treng: Khong tiéu long dé. Viém bao tim, Xoang bao tim tich nwdc
nhay, mau vang. Viém xoang bung, c6 thé dinh véi cac co quan khéac.

Bé&nh viém gan vit

M&c & vit dudi 6 tudn tudi, chi yéu tir 1 dén 3 tudn tudi. Vit c6 triéu chirng than
kinh, di liéu siéu ho&c bj ngé, khi ndm thi hai chan co giat.

Bénh tich d3c trieng: Vit chét: hai chan dudi thing nhur boi chéo, d3u ngtra hét vé
phia sau. Gan sing, nhiin, d& nat khi 4n nhe. B& mit gan ¢6 nhiéu diém xuét _
huyét lan réng khéng ranh giéi. Viém mang bao tim, co tim nhat mau.
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6 Chin doan trong phéng thi nghiém
6.1 Liy miu
Bénh pham Ia n&o, mau tim, gan, lach, phéi.
Céach lay mau:

- LAy mAu méau tim: dung xi lanh (4.16) c6 chat chéng ddng mau (3.12) dam vao tim @& hat lay mau,
khodng 0,5 ml dén 1 ml, ghi ky hiéu mau.

- LAy mAu gan, lach, phdi: dung panh, kéo (4.8) 4y khodng 10 g dén 50 g, cho vao tieng I hay tdi ni lon
vo tring riéng biét, day kin, ghi ky hiéu mau.

- LAy miu la n3o: dung dung panh, kéo (4.8) boc 16 hdp so thiy cAm, rdi lay khodng 5 g dén 10 g néo
cho vao tirng lo hay ti ni lon vé triing riéng biét, day kin, ghi ky hiéu mau.

M3u bénh pham nén dwoc nudi ciy trén moi trdng cang nhanh cang tét. Trong trudng hop phai van
chuyén dén phong thi nghiém thi m3u bénh pham phai dwgc bao quan trong diéu kién lanh tr 2 °C dén
8 °C va gli v& phong thi nghiém trong vong 24 h sau khi ldy mu.

Gtri kém theo bénh pham gidy yéu ciu xét nghiém c6 ghi rd triéu chirng, bénh tich va d3c diém dich té.
' 6.2 Xac dinh vi khudn Riemerella anatipestifer bing phwrong phap PCR tir bénh phdm
6.2.1 X ly méu

- Ding panh kéo (4.8) cét nhd va nghién mAu bénh phdm véi nwée mubi sinh Iy (3.11) theo tilé 1: 9
(phan thé tich) bang cbi chay st (4.11).

—  Diing pipet hit huyén dich vira nghién chuyén sang 2 éng 1,5 ml. Mgt 6ng diing @& tach ADN tién
hanh phén (rng PCR; éng con lai dung lam mau lwu, bdo quén & nhiét dd 4 °C.

6.2.2 Tach chiét ADN
Téch chiét ADN béng kit thwong mai. Quy trinh tach chiét theo hwéng dan clia nha sén xuét.
6.2.3 Tién hanh

Xac dinh vi khudn Riemerella anatipestifer bang phwong phap PCR véi cdp mdi déc hiéu va chu trinh
nhiét dwge néu trong bang 2 va bang D.2 (xem Phy lyc D).

10
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Bang 2 — C3p mdi xac dinh vi khudn Riemerella anatipestifer™

Gen dich Trinh tw tir ddu 5’ t&i 3’ Kich thwéc san pham

(bp)

Tén mbi

669AF TTA CCG ACT GAT TGC CTT CTA G
168 rRNA 546
669AR AGA GGA AGA CCGA GGA CAT C

- Chuén bj miu, cac bwéc tién hanh phan (rng PCR, chu trinh nhiét cda phan (rng PCR duwec quy
dinh tai Phu lyc D

6.3 Nudi cdy, phan I1ap vi khuln vi khuin Riemerella anatipestifer
6.3.1 Xt ly mdu va nudi cdy vi khudn Riemerella anatipestifer

— V&i m&u mau tim dwoc hit bing xi lanh vé trung: nudi ciy vao méi trwdng nwée thit (3.1), mbi
trirdng thach méu (3.2), méi trwdng thach sé-cé-la (3.3), mdi treérng thach MacConkey (3.8).

- Véimau la gan, lach, phéi, ndo: sat trling b& mit ngoai bing bdng cbn (4.15), rdi dung kéo (4.8) cét
sau vao t6 chirc bén trong l4y mét mdu nhé hodc diing que ciy (4.14) l4y t& chirc bén trong nudi cly
vao méi trudng nwéc thit (3.1), moi trwdng thach mau (3.2), méi tredng thach sé-cé-la (3.3) , mdi
trirong thach MacConkey (3.8).

—  Sau d6 nudi cly vi khuén trong ti 4m (4.1). Sau tir 24 h dén 48 h, kiém tra két qua nudi cy.

6.3.2 Phan lap vi khudn Riemerella anatipestifer

Sau tir 24 h dén 48 h, kiém tra két qué nudi cay:

- Mai tredrng nwére thit: vi khudn moc yéu, khéng co can & day, lac 6ng nghiém cé van nhe;

- Trén thach mau: khuén lac Riemerella anatipestifer kndng gay dung huyét, ria gon, c6 kich thwéc
tlr 1 mm @&n 2mm, mau tréng hoi xam, nhay, hoi wt.

—  Trén thach S6-c8-la: khuan lac Riemerelia anatipestifer moc tét hon (so véi trén thach mau), khéng
géy dung huyét, ria gon, ¢6 kich thwréc tir 1 mm dén 2mm, mau tréng hoi xam, nhdy, hoi wét.

- Trén thach MacConkey: vi khudn Riemerella anatipestifer khéng moc.

11
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Chon khuén lac nghi ngé cdy vao méi truérng nuwéc thit (3.1) hodc thach mau (3.2) hodc thach §6-c6-
la, nudi trong ti 4m (4.1) @& xac dinh hinh thai vi khuan, xac dinh cac d3c tinh sinh héa cda vi khuén,
x&c dinh vi khuan béng phan &ng PCR.

6.4 Xac dinh hinh thai vi khuin Riemerella anatipestifer

Tl canh khuan hodc khuan lac nghi Ia vi khudn Riemerella anatipestifer (xem 6.3.2) tién hanh 1am tiéu
ban:

- Tir khudn lac: nhé 1 giot nwdc mudi sinh Iy (3.11) 1én phién kinh (4.17), ding que cdy (4.14) lay
khuén lac hoa d&u vao giot nwéc mudi sinh ly.

— Tir canh khuan (nwéc thit da nudi cy vi khudn): ding que céy (4.14) lay mét vong canh khuén dan
mong lén trén phién kinh (4.17).

Tiéu ban dwgc dé kho va cb dinh trén ngon Itra dén cbn (4.18);
Tiéu ban dwgc nhudm bang phuong phap Gram (xem Phu luc A);

Vi khudn Riemerella anatipestifer bit mau héng (Gram &m), da hinh thai (hinh cu, hinh cdu tryc
khuén, hinh tngc khuén ngén), thwdng ding riéng 1é hay thanh cap.

6.5 Xac djnh vi khudn Riemerella anatipestifer bing phan tng sinh héa

Tt canh khuin hoic khuin lac nghi 1a vi khuan Riemerella anatipestifer (xem 6.3.2) tién hanh xac dinh
mét s6 d3c tinh sinh héa dic tneng dwoc néu trong Bang 3.

Mai trrng xéc dinh cac dac tinh sinh hda cda vi khudn Riemerella anatipestifer va cach tién hanh cac
phan (rng dwoc néu trong Phu luc C.

12
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Bing 3 - Mot s6 dic tinh sinh hoa dic trng ctia vi khudn Riemerella

anatipestifer
Tinh chét Riemerella an atipestifer
Sinh indol *
Lén men glucose =
Lén men lactose <
Lén men sucrose -
Sinh HzS -
Lén men mannitol N
Kha nang di d§ng -
Str dung uré t
S dung Cimon citrat Khéng moc
Phan (rng catalase +
Phdn (rng oxidase *

6.6 Xac djnh vi khudn Riemerella anatipestifer bing phwong phap PCR

—  X4c dinh vi khuin Riemerella anatipestifer bang phuwong phap PCR véi cip mdi dic hiéu dugc
néu trong bang 2 va chu trinh nhiét dwgc néu trong bang 5.

—~  Chuén bj m3u va cac budc tién hanh phan trng PCR dwgc quy dinh tai Phy luc D.

7 Kétluan

Thiy cim dugc két luan méc bénh nhidm tring huyét khi c6 dic diém dich t&, tri¢u chirng 1am sang,
bénh tich d3c trwng clia bénh va phan lap, xac dinh vi khuan bang cac phdn (ng sinh hda hodc
phwrong phap PCR dwong tinh véi vi khudn Riemerella anatipestifer.

13
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Phu luc A
(Quy dinh)
Phwong phap nhuém Gram
A1 Thubc thir
A.1.1 Dung djch tim tinh thé
Tim tinh thé (C2sH30NsCl) 209
Etanol 95 % (thé tich) 20,0 ml
Amoni oxalat [(NH4)2C204.2H20] 08¢
Nuwére cht 80,0 ml

Hoa tan tim tinh thé trong etanol va hda tan amoni oxalat trong nwéc. Sau dé, trdn 2 dung dich nay véi
nhau va l4c cho tan hét.

A.1.2 Dung djch fuchsin dgm déc

Fuchsin basic (C20H20CIN3) 19
Etanol 95 % (thé tich) 10 ml
Phenol (CsHeO) 5g
Nuérc cht 100 ml

Khi dung, pha lodng dung dich fuchsin dam dac véi nwéc theo tilé 1: 10 (thé tich).

A.1.3 Dung djch lugol

Kali iodua (K1) 2g
16t (I2) tinh thé 1g
Nwéc cht 200 mi

Nghi&n kali iodua va iét tinh th&, cho nuwéc vao tir tir va 1ic cho tan.

A.1.4 Cdn axeton
Etanol 95 % (thé tich) 3 phén
Axeton (C2HsO) 1 phan
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A.2 Céch tién hanh

Nhd dung dich tim tinh thé Ién tiéu ban, & tir 1 min dén 2 min sau @6 rira nude nhanh va dé khé.
Nh& dung dich lugol, @& 1 min sau d6 rira nwéc nhanh va @é kho.
Nhé cdn axeton, rira nwéc that nhanh va dé khé.

Nhé dung dich fuchsin loang, @& 1 min sau d6 rira nwéc rdi thdm khé hoic dé kho.

A.3 Xem tiéu ban

Nhé 1 giot dAu vao tiéu ban va xem tiéu ban bang kinh hién vi quang hoc (4.2).
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Phu luc B
(Quy dinh)

Méi triedrng nudi ciy vi khudn Riemerella anatipestifer

B.1 Madi tredng nwére thit

B.1.1 Nguyén liéu

Thanh phan:
Méi tredng nuwére thit O 3,79
Huyét thanh (xem 3.4) 5ml
Caondm men 25 % (xem 3.5)  5ml
NADH 1 % (xem 3.6) 1mi
Nwéc cét vira da 100 ml

ChinhpH=7,4%+02¢& 25°C

VI DY: diing méi trivéng BHI (Brain Heart infusion) clia hdng Merck (Cat. No. 110493) ", thanh phén cho méi tredrng nwéce thit
duge néu & myc B.1.1.

B.1.2 Céch tién hanh
Chuén bj méi trrérng nwde thit © theo hwéng dan ctia nha san xuét.
V4 tring méi tredrng nwére thit & 121 °C trong 20 min bang ndi hdp (xem 4.3).

Doi nhiét d6 clia méi trwwdng nwée thit da vo trung khodng 40 °C thi bd sung huyét thanh, cao ndm men
va NADH.

L&c d&u va chia ra 6ng nghiém (4.12) khoang 5 ml / éng.

Kiém tra v triing méi trwdng. Bdo quan mdi tredng & diéu kién (xem 4.21).

B.2 Mébi trierng thach mau

B.2.1 Nguyén liéu

1 Théng tin ndy dira ra tao didu kién thuan tién cho ngudi ste dung tiéu chufin va khéng 4n dinh si dung sén phim cla nha cung
cAp nay. Co thé sir dyng cac san phim twong ty néu cho céc két qua trong duwong.
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Mai trrdrng thach mau: str dung méi truérng thwong mai, pha ché theo hwéng dan clia nha san xuét.

VI DY: duing méi treémg thach mau co ban (Blood agar base) clia hang Merck (Cat. No. 110886) 3, thanh phan cho méi
triedng thach mau bd sung duge néu & myc B.2.1.

B.2.2 Céch tién hanh

Chuén bi méi treéng thach mau co ban theo hudng din clia nha san xuét.

Vé triing méi trwéng thach méu co ban & 121 °C trong 20 min bang ndi hdp (xem 4.3).
Doi nhiét @ clia mai trwéng thach mau co ban da vé triing khodng 40 °C thi bd sung mau.
L&c déu va chia ra dia petri (4.13) khodng 20 ml / dia.

Kiém tra vé tring méi trwéng. Bao quan mai trwéng & didu kién (xem 4.21).

B.3 Moi trwong thach S6-co-la

Thanh phan méi trwdng thach Sé-co-la:
Méi trieong thach mau co ban ' 4g
Mau (xem 3.7) 5ml
Huyét thanh (xem 3.4) 5ml
Cao ndm men 25 % (xem 3.5) 5 ml
NADH 1 % (xem 3.6) 1 ml
Nuwéc cit vira 4G 100 ml

ChinhpH=7,4+0,26825°C
Chuan bj méi tredng thach mau co ban ? theo hwéng dan clia nha sén xuét.

M&i trrdrng thach méau co ban sau khi @3 vo triing xong, dé& nhiét dd méi treéng gidm xudng khoéng 70
°C thi bd sung mau (xem 3.7) vao. Duy tri nhiét d6 cta méi tredng nay béng bé G nhiét (4.9) & 70 °C
trong 20 min va c6 lac déu.

Sau d6 d& mai trnedng ngudi xubng khodng 40 °C bd sung huyét thanh, cao ndm men va NAHD.
L&c déu va chia ra dia petri (4.13) khodng 20 ml / dia.

Kiém tra vo tring méi trwérng. Bao quan méi truong & didu kién (xem 4.21).

» Théng tin nay dwa ra tao didu kién thuan tién cho ngudi st dung tiéu chuin va khang 4n dinh s dyng san phim clia nha cung
cp ndy. C6 thé st dung cac san pham twong ty néu cho céc két qua trong duong.
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B.4 Médi trirong thach MacConkey
B.4.1 Nguyén liéu

Thanh phan:
Méi trdng thach MacConkey™ 5g
Nwéc cht vira dd 100 ml
Chinh pH = 7,4 £ 0,2 & 25 °C

Vi DY: diing méi trémg thach MacConkey (MacConkey agar) clia hang Merck (Cat. No. 105465) , thanh phn cho méi
trrdng thach MacConkey dwgc néu & myc B.4.1.

B.1.2 Céch tién hanh

Chuén bj méi tredng thach MacConkey ¢ theo huéng din clia nha san xuét.

V6 triing méi tredng thach MacConkey & 121 °C trong 20 min bang néi hp (xem 4.3).
L&c @&u va chia ra dia petri (4.13) khodng 20 ml/ dia.

Kiém tra vé tring méi tredng. Bao quan méi tredng & didu kién 4 °C (xem 4.21).

% Thong tin nay dura ra tao didu kién thuan tién cho ngudi st dung tiéu chuén va khong 4n dinh st dyng san phdm ciia nha cung
cAp ndy. Co thé sir dung céc san pham trong ty néu cho céc két qua twong duong.
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Phuluc C
(Quy dinh)

Xac dinh cac dic tinh sinh héa ctia vi khudn Riemerella anatipestifer

C.1 Mai trwrng va thubce thir

C.1.1 Mai trwwérng nwére pepton

Chuén bj méi trwdng nwéc pepton theo hwéng dan clia nha sdn xuét.
C.1.2 Thuébc thir Kovac's

C.1.21 Thanh phin

Paradimetyl aminobenzaldehyt 5g
Cén amyl (2-Metylbutan-2-ol) 75 ml
Axit clohydric dac 25 mi

C.1.2.2 Chudn bj

Tron dung dich paradimetyl aminobenzaldehyt vao c¢én amyl cho tan hét va dé trong ti lanh 4 °C. Thém
tir ttr 5 ml dén 10 ml axit clohydric dc, tron d&u rdi dé td lanh, sau d6 tiép tuc bd sung axit clohydric.

Béo quan thuéc thi trong lo tdi mau, & 4 °C.

CHU THICH: C6 thé sir dyng thuc thir Kovac's thwong mai va lam theo huéng diin clia nha san xuét.
C.1.3 Thuéc thir H;0:, 3 % (thé tich)

C.1.4 Thudc thir Tetrammethyl-P. phenylene diamin hydrochloride, 1 % (thé tich).
C.1.5 Méi trieong nwéc pepton - dwdng

C.1.5.1 Thanh phén

— Nuwdc pepton.

— Dung dich chi thj mau bromocrezol: cho 0,2 g bromocrezol vao 100 ml etanol 90 % (thé tich) va lac
cho tan hét.

— Dung dich dwédng: glucose, sucrose, lactose, mannitol.
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Pha glucose (ho3c sucrose, lactose, mannitol) thanh dung dich 10 % (thé tich) trong nuéc, hap tiét
triing méi trwéng bang ndi hap (4.3) & 110 °C trong 15 min dén 20 min hodc hdp cach quéng 3 lan &
100 °C trong 30 min hodc loc qua mang loc ¢6 kich thwéc 16 loc 0,45 pm.

C.1.5.2 Chuén bj

Cho 1 ml chi thi mau bromocrezol vao 100 ml méi tredng nweéc pepton, chia ra cac éng (4 ml méi éng).
V6 triing mai tredng & 121 °C trong 20 min béing ndi hap (xem 4.3). Chinh pH méi tredng & 6,8 + 0,2.

Thém 0,4 ml dung dich glucose 10 % (thé tich) hodc sucrose 10 % (thé tich) hodc lactose 10 % (thé
tich) hodc mannitol 10 % (thé tich) vao dng chira 4 ml mdi tredng pepton da cé chét chi thi.

C.1.6 Mbdi trwdrng thach uré

C6 thé s dung mdi trwdng uré co ban (urea agar base — Christensen). Pha ché méi trudng va b
sung uré theo hwéng dan ciia nha san xuét.

C.1.7 Méi trwéng thach 16ng kiém tra kha niing di ddng

C.1.7.1 Thanh phan

Pepton 104
Chét chiét thit 3g
Natri clorua (NaCl) 59
Thach 449
Gelatin 80g
Nuwdrc cét 1000 ml

C.1.7.2 Chuén bj

Hoa gelatin vao nwéc dé& 30 min, bd sung céc thanh phan khac, dun cho tan hoan toan.

Chia ra cac éng nghiém (4.7), khoang 6 mi cho m&i éng nghiém.

Vé tring méi trwdng & 115 °C trong 20 min bang ndi hp (xem 4.3).

C.1.8 M®i trweing thach sitba dwdrng - TSI (Trip-sugar Iron agar)

Chuén bi méi truéng thach TSI theo hwéng din clia nha san xuét.

Méi treéng sau khi ddng nhét bang cach dun séi duoc chia ra cac éng, 6 ml méi tredng cho méi dng.

V6 tring méi trwdng & 121 °C trong 20 min béng ndi hdp (xem 4.3).
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Méi treéng sau khi tiét tring duoc dé nghiéng khodng 30° @& tao dwgc mdt phan thach dlrng va mét
phan thach nghiéng.

C.2 Cach tién hanh
C.2.1 Phan (rng sinh indol

Dung que cly (4.14) lay canh khuin hodc khuan lac cla vi khudn nghi ng& (xem 6.3.2) cly vao méi
tredng nwérc pepton (C.1.1). Nudi trong ti 4m (4.1). Sau 24 h nudi cly, nhé tir 0,2 ml dén 0,3 ml dung
dich thubc thir Kovac's (C.1.2) vao méi tredng, lac nhe.

Doc két qua:

— Phan &ng dwong tinh (sinh indol): xuét hién vong mau @ phia trén mai tredng.

- Phan (rng &m tinh (khéng sinh indol): khéng xuét hién vong mau dé.

C.2.2 Phan (rng catalase

Nhé mét giot dung dich H.02 (C.1.3) 1én phién kinh (4.17).

Dung que cdy (4.14) Iy khudn lac clia vi khudn nghi ngér (xem 6.3.2) cho vao giot dung dich H202.
Pockétquasau5s:

— Phan (rng dwong tinh: c6 hién tweng sdi bot;

— Phan &ng am tinh: khéng c6 hién tweng sti bot.

C.2.3 Phan (rng oxidase

Tién hanh trén gidy c6 tAm dung dich 1% Tetrammethyl-P. phenylene diamin hydrochloride.

Dung que cAy (4.14) 14y canh khuin hoic khuan lac clia vi khudn nghi ngér (xem 6.3.2) phét lén mat
gidy da thadm thubc thir.

Poc két qua sau 30 s:

— Duong tinh: tai chd phét khuan lac c6 xuét hién mau tim;
—  Am tinh: khéng xuét hién mau tim.

C.2.4 Kiém tra dic tinh 1én men dwéng

Ding que cAy (4.14) lay canh khuin hodc khun lac clia vi khudn nghi ng& (xem 6.3.2) cly vao éng
maéi trrdng nwée pepton cé dudng glucose (hodc sucrose, lactose, mannitol) (xem C.1.5).

Nudi trong ti 4m (4.1), doc két qué sau 24 h.
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— Phan (rng dwong tinh: moéi trwong chuyén mau vang;
~ Phan teng 4m tinh: moi trwdng khéng thay @i mau.
C.2.5 Kiém tra kha nidng phan giai uré

Diing que cAy (4.14) 14y canh khun hosic khudn lac clia vi khudn nghi ng& (xem 6.3.2) cdy vao mdi
trrdng thach uré (C.1.6). Nubi trong t& 4m (4.1), doc két qua sau 24 h.

—  Phan (ng dwong tinh: moi treomg chuyén sang mau héng;
— Phan (rng &m tinh: méi trwdrng khdng chuyé&n mau.
C.2.6 Kiém tra kha ning di ddng ctia vi khudn bing méi trirng thach léng

Ding que cly (4.14) l&y canh khudn ho#c khudin lac cla vi khudn nghi ng&r (xem 6.3.2) cdy thing
xubng gn day cla éng nghiém c6 mai trdng thach I6ng (C.1.7). Nudi trong td &m (4.1), doc két qua
sau 24 h.

— Phan (rng dwong tinh (c6 kha nang di dgng): mdi trwdng duc, khdng nhin ré dwéng cdy chich sau;
— Phan (rng 4m tinh: méi trdng trong va nhin thiy dwéng cdy chich sau.
C.2.7 Kiém tra kha ning I1én men dwdng, sinh H2S trén moi trieng thach TSI

Dung que cAy (4.14) lay canh khudn hodic khudn lac clia vi khudn nghi ng® (xem 6.3.2) céy vao moi
trwong thach TSI. Nudi trong tt 4m (4.1), sau 24 h doc két qua.

Lén men dwdng glucose:

— Phén (*ng dwong tinh: phan dirng clia méi treéng thach chuyén sang mau vang;

—  Phan (rng &m tinh: phan dirng ctia méi trwdng thach khéng chuyén mau.

Lén men dwdng lactose:

- Phan (rng dwong tinh: phdn nghiéng ctia méi trieng thach chuyén sang mau vang;
- Phan (rng &m tinh: phan nghiéng clia méi tredng thach khdng chuyén mau.

Kha nang sinh HzS:

- Phan (rng dwong tinh: day éng nghiém c6é mau den;

— Phan (rng 4m tinh: day éng nghiém kKhéng cé mau den.

22



TCVN 8400-40 : 2016

Phuy luc D
(Quy dinh)

Xac dinh vi khuan Riemerella anatipestifer bing phwong phap PCR
D.1  Nguyén liéu PCR
D.1.1 Ta.q PCR Master Mix Kit;
D.1.2 C&p mbi (primers): mdi xudi (669AF) va mdi ngugc (669AR) (Bang 2);
D.1.3 Nuwéc tinh khiét khong c6 nuclease;

D.1.4 Dung dich dém dién di: ¢6 thé diing dung dich dém TAE (Tris — Borate -
Ethylenediaminetetraacetic acid) hodc TBE (Tris — Acetate — Ethylenediaminetetraacetic acid)

D.1.5 Chéat nhuém mau ADN;

VI DY: Chét nhuém mau SYBR safe ADN gel stain clia hing Invitrogen; hodc chét nhuém mau Gel Red clia hang Biotium.

KHUYEN CAO: Chét nhudm mau Ethidi bromua c6 thé gay ung thi nén khuyén cdo khéng st dung.

D.1.6 Loading dye (Dém tai mau);

D.1.7 ADN (Acid Deoxyribo Nucleic) chuan (Ladder, marker), thang 100 bp;

D.1.8 Dung dich dém TE (Tris- etylendiamintetraaxetic acid).

D.2 Chuén bi mau

Mau kim tra: canh khudn hoc khuin lac nghi 1a vi khudn Riemerella anatipestifer (xem 6.3.2).

M&u déi chieng durong: ching vi khuén da dwoc xac dinh 1a Riemerella anatipestifer hodc st dung céc
chling Riemerella anatipestifer chuan.

Tach chiét ADN

Tach chiét ADN béng cac kit thwong mai déi véi mau kiém tra la huyén dich bénh phdm hodc vi khuan
thi cac buwdc tién hanh theo hwéng dan clia nha san xuét.

Déi véi vi khudn con co théd tach chiét ADN bang phuong phap séc nhiét.

Phwong phap séc nhiét tach chiét ADN: LAy tir 3 khudn lac dén 4 khudn lac, hda vao 100 pl nwére vd
tring khéng chi*a nuclease (nuclease free water). Bun sdi cach thdy trong 10 min rdi ldm lanh nhanh
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huy&n dich trong da 5 min. Ly tam huyén dich bing may ly tam (4.5) v&i gia téc 12 000 g trong 4 min.
Thu hoach phan trong phia trén dé thuc hién phan (g PCR.

D.3 Chuin bj mdi

Mdi dugc chuén bj nhw sau:

~ Chuén bj mdi gbc: mdi géc & trang thai dong khd phai dwgc ly tam nhanh bang may li tam (4.5) &
gia téc 6 000 g trong 30 s d& mdi Iang xubng day éng trwéc khi m& va hoan nguyén. LAn dAu tién
nén dung dung dich dém TE (B.1.8) d& hoan nguyén mdi & ndng d 100 pM /pl 1am mai géc;

— Chuén bi mdi st dung & ndng dd 20 uM / pl: pha loang mdi gbc bing nwéc tinh khiét khéng cé
nuclease (B.1.3).

Vi DU: 14y 20 pl méi gbe cé nbng @8 100 pl va thém 80 pl nwére $& drgc mdi sir dyng c6 nbng 4 20 pM / pl.
D.4 Tién hanh
St dyng cép mdi da dwoc chuan bj (xem B.3). H8n hep phan (rng dwoc chuén bj trong éng 0,2 ml.

St dung kit nhan gen theo hwéng dan clia nha san xuét.

Vi DY: dung kit nhan gen Taq PCR Mastermix kit Qiagen (Cat. No. 201443) 4, thanh phén cho 1 phan éng dwoc néu trong
bang 5.

Béang D.1 - Thanh phén ctia phan (rng PCR xac dinh vi khudn Riemerella anatipestifer

Thanh phén Thé tich (ul)
Taq PCR Mastermix 12,56
Nwé&c khéng cb nuclease 6,5
Mdi xudi 20 uM 0,5
Mai nguwo'c 20 uM 0,5
Tdng thé tich 20,0

Chuyén 20 ul hdn hop nhan gen vao m&i éng phan tng.
- Mau @i chirng dwong: cho 5 pl miu ADN tiia vi khuin Riemerella anatipestifer vao éng phan tng.
- M&u @i chirng am: cho 5 pl nwéc tinh khiét khéng cé nuclease vao éng phan (rng.

- M&u bénh phdm: cho 5 pl mau ADN can kidm tra vao éng phan ing.

¥ Théng tin nay dwa ra tao didu kién thuan tién cho ngudi st dung tidu chudin va khéng &n dinh st dung san pham clia nha cung
cAp nay. C6 thé sir dung cac san phdm trong ty néu cho cac két qua trong dwong.
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CHU Y:
- Phan &ng PCR phai bao gém: m&u bénh phdm, mau déi chirng dwong, méu déi chirg am.
- Mau va nguyén vét liéu cho phdn irng PCR cn @it trong khay da lanh trong suét qua trinh chufin bi hén hep phan tng.

Tién hanh phan (ng PCR bing may nhan gen (4.6) voi chu trinh nhiét nhw néu trong bang 5.

Bang D.2 — Chu trinh nhiét xac dinh vi khudn Riemerella anatipestifer‘l

Nhiét do Théi gian Sé chu ky
94°C 2 min 1 vong
94 °C 30s
54 °C 30s 35 vong
72°C 30s
72°C 10 min 1 vong

(GHI CHU: [4] Theo tai liéu tham khao “Evaluation of different diagnostic tools for the detection and identification of Riemerella
anatipestifer”)

CHU Y: Chu trinh nhigt va théi gian phan rng c6 thé thay ddi tily theo b kit nhan gen. Khi st dung cac bd kit khac nhau cin
thirc hién theo hwéng dan clia nha san xuét.

D.5 Chay dién di

San phdm PCR duwoc chay dién di trén thach agarose 1,5 % dén 2 % trong dung dich dém TAE hodc
TBE ¢6 bd sung chét nhudm mau (D.1.5). Cach pha ché thach agarose va bd sung chat nhuém mau,
s(r dung theo hwéng din clia nha san xuét.

Cho 2 pl dung dich loading dye vao 8 pl san phdm PCR, trén d&u cho vao tirng giéng trén ban thach.
Cho 10 pl thang chudn (marker) vao mét giéng.

Ban thach duwgc chay dién di trong méi trwéng dung dich d&m TAE hodc TBE (tay thudc vao loai dung
dich dém st dung khi pha thach) & bd dién di (4.7), trong thai gian t&r 20 min dén 30 min, & 100 V.

D.6 Doc két qua
Phan (ng dwong tinh khi:
- Mau déi chirng dwong c6 mét vach duy nhét dung kich c& ctia san pham.

- MAu déi chirng am: khong xuét hién vach.
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- Mau kiém tra ¢c6 vach gidng miu déi chirng duong.

Phan trng am tinh khi:
- M3u déi chizng dwong cé mét vach duy nhét ddng kich c& clia san pham.
- Mau dbi chirng 4m: khéng xuét hién vach.

- M&u kiém tra khong c6 vach giéng mau déi chirng dwong.
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Phuluc E
(Tham khao)

So dd chin doan bénh nhiém tring huyét & thiy cim

Pic diém dich té& Triéu chirng lam
sang

A

Mb kham, kiém tra
bénh tich

Y

Bénh pham

Kiém tra hinh thai
vi khuén

Y

Nuéi cy, phan lap
vi khuén

pe======

\J

Xac dinh vi khudn bing . . s
: Xac dinh vi khuan bang
phwong phap sinh héa phuong phap PCR

Két luan
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